CDC5L drives FAH expression to promote metabolic reprogramming in melanoma
SUPPLEMENTARY
Supplementary Figure 2: Efficiency of FAH-shRNA lentivirus, FAH-siRNAs, and FAH-overexpression plasmids.
(A-C) Stable FAH knockdown in A375 and A875 cells was achieved by transduction with shFAH or control lentivirus followed by puromycin selection. Transduction efficiency was verified by GFP detection using fluorescence microscopy (A), real-time RT-PCR (B), and western blot (C). (D) Melanoma cells were alternatively transfected with two FAH siRNAs or a scrambled siRNA control for 72 h and analyzed using real-time RT-PCR or western blot. (E) A375 cells were alternatively transfected with two FAH siRNAs, FAH-overexpression plasmids or control vectors. Then cells (3 × 10 5 ) were cultured in serum-free DMEM and cell counts registered 24 h later. (F) Melanoma cells were alternatively transfected with two FAH siRNAs or negative control siRNA for 72 h and analyzed for N-cadherin, E-cadherin, and TCF8/ZEB1 using western blot. (G) Melanoma cells were transfected with FAH-overexpression or control plasmids for 72 h. Thereafter, cells were lysed for real-time RT-PCR or western blot. FAH cDNA and transformants with pcDNA3.1 plasmids were assessed by agarose gel electrophoresis. Data are expressed as mean ± SEM; n = 3 independent experiments; ** p < 0.01; *** p < 0.001 (Student's t-test). 
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